Introduction
Tissue structure, cellular behavior, and cell function are regulated by homotypic and heterotypic intercellular interactions mediated by cell adhesion molecules (CAMs). Knowledge about CAM-mediated transmembrane signaling has medical implications because it will allow tailored design of therapeutic agents that can target specific CAMs. For a large number of CAMs, the molecular/biochemical properties are known in great detail, and crystal structures have been reported for many CAM ectodomains (Xiong et al., 2001; Boggon et al., 2002; Tan et al., 2002; Soroka et al., 2003; Xiao et al., 2004; Fedarovich et al., 2006; Korotkova et al., 2008) . However, with the exception of some integrins (Kim et al., 2003; Takagi et al., 2003; Xiao et al., 2004 ), this has not yet given satisfactory explanations for mechanisms of ectodomain-initiated signal generation. Signaling by singlepass CAMs belonging to the immunoglobulin superfamily remains a mystery and requires additional information on the structural dynamics and supramolecular organization of native CAMs at the cell surface and how these properties are influenced by homophilic and heterophilic CAM interactions. To achieve this goal, x-ray crystallography has to be complemented by other methods that give information on individual molecules in large populations.
Members of the carcinoembryonic antigen (CEA) family, a subfamily within the immunoglobulin superfamily, play important roles in morphogenesis (Yokoyama et al., 2007) , C ell adhesion molecules (CAMs) sense the extracellular microenvironment and transmit signals to the intracellular compartment. In this investigation, we addressed the mechanism of signal generation by ectodomains of single-pass transmembrane homophilic CAMs. We analyzed the structure and homophilic interactions of carcinoembryonic antigen (CEA)-related CAM 1 (CEACAM1), which regulates cell proliferation, apoptosis, motility, morphogenesis, and microbial responses. Soluble and membrane-attached CEACAM1 ectodomains were investigated by surface plasmon resonance-based biosensor analysis, molecular electron tomography, and chemical cross-linking. The CEACAM1 ectodomain, which is composed of four glycosylated immunoglobulin-like (Ig) domains, is highly flexible and participates in both antiparallel (trans) and parallel (cis) homophilic binding. Membrane-attached CEACAM1 ectodomains form microclusters in which all four Ig domains participate. Trans-binding between the N-terminal Ig domains increases formation of CEACAM1 cis-dimers and changes CEACAM1 interactions within the microclusters. These data suggest that CEACAM1 transmembrane signaling is initiated by adhesion-regulated changes of cis-interactions that are transmitted to the inner phase of the plasma membrane.
for adhesion-triggered transmission of signals via reorganization of the cis-assembly of the CEACAM1 ectodomains in the plasma membrane.
Results

Homophilic binding properties of CEACAM1 ectodomains characterized by SPR
The homophilic binding properties of CEACAM1 ectodomains were analyzed by SPR-based flow cell biosensor analysis. D(1-4) and D(2-4) CEACAM1 ectodomain Fc fusion proteins were immobilized as ligands on a BIAcore chip, and both His-tagged ( Fig. 1) and Fc fusion ectodomains (not depicted) were used as soluble analytes. The rat D(1-4) proteins bound specifically to immobilized rat D(1-4) ( Fig. 1) but not to rat D(2-4) (not depicted). No explicit binding of the rat D(2-4) constructs was observed either to rat D(1-4) or rat D(2-4) ligands (unpublished data). Thus, the recordable homophilic binding must be caused by D1-D1 interactions. The D(1-4) binding was characterized by rapid on and off rates in the presence of both EDTA and Ca/Mg, but the extent of binding was larger in Ca/Mg (Fig. 1 ). In addition, the divalent cations induced a more complex binding pattern, with a slower binding superimposed on the dominant rapid association/ dissociation, demonstrating that at least two different binding reactions occurred. The Ca/Mg effect was not influenced by the His tag because the same divalent cation dependence was seen when CEACAM1 Fc fusion proteins, which lack a His tag, were used as analytes (unpublished data).
The association/dissociation-binding profiles can be analyzed by a global curve-fitting procedure to get information about the underlying binding reactions and their association/ dissociation rate constants, provided that appropriate curvefitting algorithms are used. Fitting to a simple 1:1 binding model (BIAevaluation 3.1) did not give satisfying results, which of course would not be expected for a situation in which the same vasculogenesis (Gu et al., 2009) , angiogenesis (Horst et al., 2006) , cell proliferation , cell motility (Ebrahimnejad et al., 2004; Klaile et al., 2005; Müller et al., 2005) , apoptosis (Kirshner et al., 2003; , tumor growth (Leung et al., 2008) , invasion (Ebrahimnejad et al., 2004) , infection, and inflammation (Gray-Owen and Blumberg, 2006) . The primordial molecule of the CEA family, CEArelated CAM 1 (CEACAM1), is a single-pass transmembrane type I glycoprotein, which, like many immunoglobulin-like (Ig) CAMs, is expressed as differentially spliced isoforms Gray-Owen and Blumberg, 2006) . The two major isoforms, CEACAM1-4L and CEACAM1-4S, which differ only in their cytoplasmic domains, have ectodomains comprised of four glycosylated Ig domains. CEACAM1-induced cell signaling is regulated by its intercellular homophilic binding at the cell surface (Gray-Owen and Blumberg, 2006) , which is mediated by the N-terminal Ig domain (D1) in a reciprocal D1-D1 interaction (Wikström et al., 1996; Watt et al., 2001) . However, the mechanism of this adhesion-initiated signaling is still unknown.
In this study, we have approached the first step of CEACAM1 transmembrane signaling by analysis of the dynamics and kinetics of the structure and homophilic interactions of the CEACAM1 ectodomain using a combination of surface plasmon resonance (SPR)-based binding analyses, molecular electron tomography, and chemical cross-linking. We found that the CEACAM1 ectodomain is highly flexible, participating in a limited set of structurally well-defined homophilic binding interactions that give rise to two different kinds of dimers as well as trimers and higher order oligomers. When the CEACAM1 ectodomain was associated with liposomal membranes, it became organized in multimeric microclusters with a narrow size distribution. Upon CEACAM1-mediated trans-homophilic membrane adhesion, the level of parallel CEACAM1 cis-dimers increased, and the average number of molecules per cluster decreased. Together, our data provide for the first time evidence for an allostery-based mechanism CEACAM1 D(1-4) ectodomain that was polydisperse as a result of varying degrees of glycosylation had an average molecular mass of 81 kD (Fig. S2) , which corresponds to a volume of 580 voxels (1 voxel = 5.74 × 5.74 × 5.74 Å 3 ). All CEACAM1 ectodomains should be found among particles having a volume >500 voxels. With this constraint, gray-level thresholding and SWS returned the same particles, corresponding to CEACAM1 monomers and dimers (Fig. 2, A and B) . In addition to these protein molecular particles, a large number of smaller background structures with volumes up to 500 voxels were recorded by both approaches (Fig. 2, A and C) . Similar amounts of particles of the same size distribution were seen in plain buffer specimens (Fig. 2 D) . Because the reactions occur between both the analyte molecules in the soluble bulk phase and between the soluble analyte and the immobilized ligand. Therefore, we had to design novel algorithms based on a set of plausible homophilic binding reactions that reflect such a case. Three different reaction schemes were developed: (1) formation of one class of dimers by one homophilic binding site (model 1); (2) formation of two classes of dimers (types 1 and 2) by two different homophilic binding sites (model 2); and (3) formation of two classes of dimers (types 1 and 2) and one class of trimers by two different homophilic binding sites (model 3). Formation of type 1 and type 2 dimers are characterized by a set of kinetic rate constants, k a1 /k d1 and k a2 /k d2 , respectively. Detailed reaction schemes and the derived equations are presented in Fig. S1 and Materials and methods. It should be emphasized that we apply a minimal number of parameters in these models and that the number of free-running parameters were the same in models 2 and 3.
In the presence of EDTA, all three models gave equally good curve fitting (Fig. 1 A) with no significant differences in the  2 values calculated for all data points in the association and dissociation phases. Model 2 was the least plausible because it gave unacceptable large standard deviations for the rate constants. Analysis according to model 3 gave acceptable standard deviations but indicated that the formation of type 2 dimers was almost insignificant. Thus, we conclude that in the presence of EDTA, essentially only the formation of type 1 dimers was recorded. Analysis according to model 1 gave the following values of the binding constants in EDTA: k a1 = 0.0453 ± 0.0036 µM 1 s
1
; k d1 = 0.5083 ± 0.0078 s
; and K D1 = 11.21 µM. In the presence of Ca/Mg, model 3 (the trimer model) clearly gave the best fit to the experimental values with the lowest  2 (Fig. 1 B) , which demonstrated that both type 1 and 2 reactions were recorded under these conditions. Fitting according to the trimer model gave the following values of the binding constants in Ca/Mg: k a1 = 0.0890 ± 0.0034 µM 1 s 1 ; k d1 = 0.6806 ± 0.0074 s
; K D1 = 7.65 µM; k a2 = 0.0000598 ± 0.0000033 µM 1 s 1 ; k d2 = 0.01241 ± 0.00038 s 1 ; and K D2 = 208 µM. Thus, these results demonstrate that CEACAM1 D(1-4) ectodomains participate in two different, simultaneously occurring homophilic binding reactions. From the kinetic rate constants, it could be determined that the equilibrium concentrations of type 1 dimers were significantly higher than those of type 2 dimers at all protein concentrations.
Structures of CEACAM1 ectodomains determined by molecular electron tomography
The structures of soluble rat CEACAM1 ectodomains containing all four Ig domains, D(1-4), or lacking the N-terminal Ig domain, D(2-4), were determined by molecular electron tomography of vitrified specimens. 3D images were reconstructed by filtered backprojection and refined by constrained maximum entropy tomography (COMET), which allowed visualization of molecular details at a resolution of 20 Å. Particles were selected for structural analysis by two independent procedures: (1) gray-level thresholding and (2) seeded watershed segmentation (SWS; Fig. 2, A and B) . The recombinant yet allow recognition of the contacting interfaces even at 20-Å resolution, which gives an idea of the structural details that, at best, would be seen in glycosylated CEACAM1 dimers/oligomers by electron tomography.
Individual Ig domains were resolved in many of the tomographically determined CEACAM1 ectodomains (Fig. 4 and Video 1). Because the rat CEACAM1 D1 domain is larger and has more glycosylation sites (105 amino acids and three N-glycosylation sites) than the D4 domain (67 amino acids and two N-glycosylation sites; Edlund et al., 1993) , it might be possible to distinguish the two ends in individual molecules. To test this possibility, 20 different, extended monomeric D(1-4) domains were divided into four equally long segments, and the mean of the two diameters of the ellipsoidal center cross sections of each segment was recorded. This showed that one end had a significantly larger mean diameter than the other end in all molecules. Setting the mean of the larger end mean diameters to 1 gave a mean of the smaller end mean diameters of 0.81 ± 0.09 (P = 4 × 10
11
). Similar analysis of D(2-4), which was divided into three segments, showed no significant difference in the size of the two end domains, the smaller having a relative size of 0.96 ± 0.05 (P = 0.09; D2 has 74 amino acids and six N-glycosylation sites). This indicates that the D1 and D4 ends can be discriminated in a large proportion of the recorded molecules.
A striking feature was the structural variability of the ectodomains, which was caused by a large flexibility between the covalently linked Ig domains. Many shapes were observed, including extended (Fig. 4, A and B) , kinked (Fig. 4 C) , and completely back-folded molecules (Fig. 4 D) . All molecules in several reconstructed volumes were analyzed, which allowed quantification of the different shape categories (Fig. 4 L) . In both Ca/Mg and EDTA environments, monomeric D(1-4) was buffer controls showed no particles of or above the size of CEACAM1 ectodomains, all CEACAM1 molecules could unambiguously be identified and analyzed.
To demonstrate which molecular details that ideally would be observed at a resolution of 20 Å, we show published crystallographic structures of mouse CEACAM1 (Tan et al., 2002) , human CEACAM1 (Fedarovich et al., 2006) , and human CEACAM5 (Fig. 3 , A-C; Korotkova et al., 2008) . The D1 domains of CEACAM1 and CEACAM5 are very similar both in their primary and 3D structures (Watt et al., 2001 ). All structures are shown both at atomic resolution (space-filling models), and at 20-Å resolution (nuclear scattering models). The two tandem domains of mouse CEACAM1 (Fig. 3 A) can easily be distinguished at 20-Å resolution. However, it should be noted that the displayed crystallographic structures represent nonglycosylated protein domains, whereas the molecular tomography of rat CEACAM1 in this study was made on highly glycosylated proteins. The tomographic structures are therefore expected to be somewhat larger and not as well resolved. Ig domains have two faces consisting of closely opposed sheets of  strands, CFG, and ABED faces (Fig. 3 D) . Fig. 3 B shows two unglycosylated CEACAM5 D1 domains in close contact at their CFG faces. It is believed that this represents a physiological interaction because mutagenesis experiments have demonstrated that amino acid residues at the CFG surface are involved in homophilic adhesion (Watt et al., 2001) . Fig. 3 C shows two unglycosylated CEACAM1 D1 domains that are in contact via their ABED faces. However, it has been argued that this does not represent a physiological interaction because the ABED surface is highly hydrophobic and is believed to be covered by an oligosaccharide attached to Asn70 (Tan et al., 2002; Fedarovich et al., 2006) . Both of the structures (Fig. 3 , B and C) are compact to as C-dimers because their structure and shape can easily account for antiparallel intermembrane adhesion, which is mediated by mutual D1-D1 binding between the CFG -sheet faces (Fig. 3 B ; Watt et al., 2001) . Another type of D(1-4) dimers, referred to as A-dimers, was characterized by in-register, close binding between three or all four of the Ig domains (Fig. 4 , F and G). Because the liposome adhesion experiments (see the dominant species (45.2% and 56.1% of the molecules, respectively). In addition to the monomers, several complexes of homophilically bound D(1-4) ectodomains occurred, as judged both from the shapes and dimensions/volumes of the recorded particles. The most common complex type was fully or partly extended dimers held together only by reciprocal binding between the largest end domains (Fig. 4 E) . They were referred and EDTA, respectively. This shows that both types of dimers can form in the presence and absence of divalent cations, but that both dimerization reactions were enhanced by the divalent cations, which agrees with the SPR data. Furthermore, the homophilic binding affinity leading to C-dimer formation was significantly higher than that for A-dimer formation. This suggests that the C-dimers and A-dimers correspond to the type 1 and type 2 dimers recorded in the SPR-binding experiments, respectively, because the equilibrium concentrations of type 1 dimers were significantly higher than those of type 2 dimers.
The equilibrium-binding constants obtained by SPR and molecular tomography were in very good agreement. In fact, the values were surprisingly similar given the vastly different principles that the two methods are based on. This strongly supports the interpretations of the structures observed by molecular tomography.
Adhesion mediated by liposome-anchored
CEACAM1
To gain further insights into the mechanism of CEACAM1-mediated adhesion, we investigated His-tagged rat CEACAM1 ectodomains anchored to nickel-nitrilotriacetic acid (Ni-NTA) liposomes. D(1-4), but not D(2-4), induced adhesion between liposome vesicles, as demonstrated both by turbidity measurements (Fig. 5 A) and 2D electron microscopy ( Fig. 5 B) . The inability of D(2-4) to mediate adhesion confirms previously published data (Wikström et al., 1996) that domain D1 mediates trans-homophilic binding and that antiparallel binding involving domains D2, D3, and D4 does not occur. The rate and extent of D(1-4)-mediated liposome aggregation increased with increasing protein/liposome ratio (Fig. 5 A) . Electron tomography revealed the presence of CEACAM1 ectodomains both on freeliposome surfaces and in contact areas between adjacent vesicles (Fig. 6 ). D(1-4) ectodomains on free-liposome surfaces occurred as a mixture of monomers, dimers, and clusters containing 3-12
Fig. 5) showed that domains D2 and D3 do not bind to each other in an antiparallel manner, the D(1-4) ectodomains should be oriented in a parallel manner in these dimers. In addition, a small fraction of CEACAM1 trimers occurred. In all of the trimers, two of the ectodomains were closely associated in a parallel manner (representing A-dimers), whereas the third molecule was bound via its larger Ig domain to one of the larger end domains of the parallel A-dimer (Fig. 4 H) . Because the BIAcore experiments showed no D1-D4-or D4-D4-binding interactions, the binding domain in the parallel dimer must be one of the D1 domains. Thus, the structure of this trimeric assembly demonstrates in agreement with the SPR data that two different sites of the D1 domain can participate simultaneously in homophilic binding.
More than 90% of the truncated D(2-4) ectodomains appeared as extended (Fig. 4 I) or more condensed, kinked monomers (Fig. 4 J) . Some dimers occurred (Fig. 4 K) but no trimers. In all observed dimers, the two ectodomains were oriented in a parallel manner, suggesting that they corresponded to the A-dimers formed by D(1-4) (Fig. 4 G) . The lack of trimers gives further support to the notion that the trimeric structures occurring in the D(1-4) specimens were formed by reciprocal D1-binding interactions. Collectively, these results demonstrate that all four Ig domains can participate in parallel, in-register cis-dimerization, whereas antiparallel trans-binding is mediated by the D1 domain alone.
Because the input concentration of the CEACAM1 D(1-4) ectodomain was known, the molar concentrations of monomers, C-dimers, A-dimers, and trimers could be calculated from their relative abundance (Fig. 4 L) . Accordingly, it was possible to determine the equilibrium dissociation constants for C-and A-dimer formation by applying the law of mass action. The K D for the monomer/C-dimer binding was 43.8 µM and 72.1 µM in Ca/Mg and EDTA, respectively. The K D for the monomer/A-dimer binding was 113 µM and 260 µM in Ca/Mg CEACAM1 D(1-4) bridges were identified in the contact areas between adjacent, adhering liposomes (Fig. 6, D-G) . 34 different contact areas having a total of 63 bridges were analyzed. The number of bridges per contact area varied from one to five. The bridges occurred both as single antiparallel dimers formed from monomers attached to the respective membranes (Fig. 6 , D and E; and Video 3) and as clusters containing several D(1-4) ectodomains (Fig. 6 , F and G; and Video 3). Highly organized zipper-like structures were not observed. In some monomeric bridges, the individual Ig domains were resolved, and the ectodomains were kinked to variable degrees, demonstrating that the inherent inter-Ig domain flexibility persisted (Fig. 6, D and E; and Video 3) . In many bridges, a large part of the individual ectodomains was oriented parallel to the lipid membrane (Fig. 6 D) . However, in the cluster bridges, it was not possible to unambiguously distinguish individual molecules as a result of the dense packing.
Determination of the cluster volume distribution showed that the bridge clusters were on average significantly smaller than the free-surface clusters and contained at most six molecules anchored to a single membrane, whereas the largest of the free-surface clusters had up to 12 membrane-anchored molecules (Fig. 6 I) . The lower bridge size groups, containing 1-4 molecules per membrane, dominated (Fig. 6, H and I) . Collectively, this suggests that the CEACAM1 molecules were rearranged when adhesive bridges between adjacent membranes were formed.
Cross-linking of free and liposome-bound
CEACAM1 ectodomains
To learn more about the homophilic binding interactions of the rat CEACAM1 ectodomains and possible adhesion-induced intracluster reorganization, we performed chemical crosslinking of D(1-4) and D(2-4) with BS 3 (bis[sulfosuccinimidyl] suberate), which has a length of 11.4 Å between the aminereactive groups. Cross-linking of D(1-4) in solution resulted in stabilization of dimers, trimers, tetramers, and higher multimers (Fig. 7, A and B) . Addition of Ca/Mg ions or EGTA did not significantly change the proportion of the different crosslinked species, but EDTA decreased the abundance of crosslinked trimers/tetramers/multimers. Cross-linking of D(2-4) also resulted in stabilization of dimers, but the percentage of dimers was fourfold lower than for D(1-4) (Fig. 7, C and D) . Oligomer species higher than dimers were not observed, and Ca/Mg or EDTA did not influence the level of dimerization.
Cross-linking of liposome-associated CEACAM1 ectodomains at high D(1-4)/liposome ratio (protein/lipid [wt/wt] 1:10) revealed a significant increase in the level of dimers and a decrease of higher order oligomers that was not statistically significant (P = 0.123; Fig. 7, A and B) . At low D(1-4)/liposome ratio (protein/lipid [wt/wt] 1:90), the level of the D(1-4) dimers was similar to that of nonliposome-bound CEACAM1, whereas the higher oligomers disappeared almost completely (Fig. 7, A and B) . The amount of cross-linkable D(2-4) dimers was not changed by liposome anchoring either in the presence or absence of Ca/Mg (Fig. 7, C and D) . These the proportion of A-dimers in the tomograms would mean that some of the parallel dimers that we classified as A-dimers were in fact C-dimers in which the physical binding only was mediated by domain D1. Underestimation of A-dimer formation in the SPR-binding experiments could be caused by homophilic interactions between the immobilized CEACAM1 ectodomains that we could not account for in our SPR-binding algorithms. Another contributing factor might be that the formation of A-dimers, which we treated as one single reaction, is in reality composed of four cooperative reactions in which all of the four Ig domains participate.
The most surprising result was the extent of flexibility of the CEACAM1 ectodomain, which is not in agreement with predictions from x-ray crystallography of murine CEACAM1 (Tan et al., 2002 ) or x-ray and neutron scattering of human CEACAM5 (Boehm et al., 1996) . This demonstrates that molecular electron tomography has some advantages in characterization of gross conformations of single native molecules under physiological conditions. CEACAM1 anchored to liposomal membranes also appeared as flexible monomers and dimers, but the majority occurred in microclusters of closely packed molecules. Such clustering is expected, as predicted by Grasberger et al. (1986) , who demonstrated that the likelihood of forming dimers and higher oligomers increases many orders of magnitude when dimerizing proteins are oriented on membrane surfaces. The degree of clustering did not change significantly when the CEACAM1 ectodomain to lipid ratio was varied over a 90-fold range, which demonstrates that the clustering effect caused by orientation on a surface was much stronger than what would be expected from just increased protein concentration in liquid solution. In many of the clusters, it was not possible to distinguish the individual molecules or Ig domains. This is what is expected at a 20-Å resolution of closely packed molecules, but it should be emphasized that the cluster structures really reflect what assembled molecules look like at this level of resolution. However, in spite of this limitation, it was possible to calculate the approximate number of molecules within each cluster from determination of the cluster volumes.
Tomography showed that CEACAM1-induced liposome adhesion was mediated by reciprocal binding between D1 domains presented both by single molecules and by small clusters of CEACAM1. The bridging clusters were both smaller and had different molecular packing compared with the freesurface clusters, and the cross-linking results indicated that this was a result of formation of D1-mediated antiparallel adhesion. An important piece of information for the interpretation of the cross-linking data is that we could show that antiparallel C-dimers mediating cell-cell adhesion are not stabilized by amine-reactive cross-linkers (see Müller et al. on p. 569 of this issue). Thus, the cross-linked dimers should exclusively represent parallel A-dimers. Also, the truncated D(2-4) ectodomains gave rise to a small proportion of crosslinked dimers, although the weaker interaction mediated by D(2-4) was not picked up by the SPR analysis. However, the A-dimerization contributed by Ig domain D1 can also be stabilized by cross-linking because the proportion of stabilized results demonstrate that the more complex oligomerization of D(1-4) is a function of the interactions of the D1 domain and suggest that the adhesion-promoting property of CEACAM1 is an important regulator of the organization and intermolecular interactions of CEACAM1 within the membranebound clusters.
Discussion
In this study, we show that CEACAM1 behaves as a molecular system characterized by dynamic homophilic binding interactions. Three different methods, SPR-binding analysis, molecular tomography, and chemical cross-linking, consistently demonstrated that CEACAM1 ectodomains occur as a mixture of monomers, dimers, and oligomers. The tomographic analyses showed that the CEACAM1 ectodomain is flexible, being able to adopt several different conformations as a result of hinge regions between all of the Ig domains. Antiparallel trans-dimers (C-dimers) and parallel cis-dimers (A-dimers) could be distinguished. Also, the SPR-binding analyses identified the C-and A-dimerization reactions and demonstrated a rapid transition between monomers and C-dimers. The N-terminal D1 domain participated both in C-and A-dimerization, whereas domains D2-D4 were involved only in A-dimerization. All three methods revealed a partial dependence of divalent cations, which favored decreased ectodomain flexibility and enhanced formation of multimeric complexes. Because both dimerization reactions were enhanced, extracellular Ca/Mg should contribute to formation of CEACAM1-mediated cell adhesion.
Although homophilically binding proteins have been analyzed by flow cell biosensor techniques (Korotkova et al., 2008) , it has previously not been possible to analyze the kinetics of such a system because no algorithms have existed that can deal with a situation in which the same binding interactions take place both within the mobile phase and between the mobile and solid phases. However, the novel curve-fitting algorithms that we present in this study allowed us to identify two different reactions that resulted in the formation of two types of dimers and one type of trimer in the presence of divalent cations. The equilibrium dissociation constants that were obtained from the curve fitting were in good agreement with the equilibrium dissociation constants determined from the tomography data. Both methods gave constants that were of the same order of magnitude for either type of dimerization reaction and showed the same dependence on divalent cations. These findings strongly support the interpretations of both the SPR-binding analyses and the molecular electron tomography.
A closer analysis of the data showed that the tomography gave a 1.7-fold higher degree of monomers and a 0.7-fold lower degree of total dimers than the SPR-binding experiments in the presence of Ca/Mg. In addition, the differences in the equilibrium constants and the proportion of C-and A-dimers obtained by the two methods suggest that the proportion of A-dimers might have been overestimated in the tomography experiments and/or that the formation of A-dimers might have been underestimated in the SPR-binding determinations. Overestimation of participate in dimer formation in Ig domains (Edmundson et al., 1975) . However, a simultaneous interaction of two areas in the same Ig domain has, to our knowledge, only previously been suggested for the adhesion molecules JAM-1 (Kostrewa et al., 2001) , NCAM (Soroka et al., 2003) , and TAG-1 (Mörtl et al., 2007) . The binding site in the CEACAM1 D1 domain that mediates trans-homophilic binding, and presumably operates in C-dimer formation, has been localized to the CFG face by site-directed mutagenesis (Watt et al., 2001 ). The exact location of the other binding site in relation to the CFG face is unknown and could not be determined from the electron tomograms. Although crystallographic structures showing domains in close contact do not necessarily reflect a biologically relevant association, the finding of two unglycosylated CEACAM1 D1 domains in the asymmetric crystal unit that interact hydrophobically across the ABED faces (Fig. 3 C; Fedarovich et al., 2006) might indicate that this could represent the second binding site. However, in the crystal structure of mouse CEACAM1, this surface was covered by the oligosaccharide N linked to Asn-70 (Tan et al., 2002) , and therefore, it has been argued that the ABED surface of CEACAM N-terminal domains cannot participate in physiological homophilic binding (Fedarovich et al., 2006) . However, such a scenario should not be completely ruled out because oligosaccharides are flexible units, and it might be possible that the ABED surface would transiently and dynamically be exposed for participation in protein-protein interactions. Because CEACAM1 is variably glycosylated in different cell types and tissues (Odin et al., 1988; Singer et al., 2002) , glycosylation might even represent a mechanism to control its putative potential to form A-dimers.
An important feature of N-terminal D1 domains in the CEACAM family is that they, in contrast to other Ig domains, lack intradomain disulfide bridges (Watt et al., 2001 ). This might be a prerequisite for the allosterically regulated homophilic binding interactions that we propose play an important role in CEACAM1 adhesion-induced transmembrane signaling. A similar lack of disulfides occurs in the N-terminal Ig domain of CD2, which also has been demonstrated to change conformation upon adhesion (Li et al., 1996) . Interestingly, the N-terminal domain of CD2 has been shown to be in a metastable state, which can result in exchange of  strands between the domains in a CD2-dimer, resulting in a dimeric structure in which each domain is formed by the intercalation of two polypeptide D(1-4) dimers was significantly larger than that of D(2-4) under all conditions. Importantly, these findings show that the D1 domain can participate in mutual cis-binding in addition to trans-binding, demonstrating that it has two different homophilic binding sites, which is in agreement with the interpretation of the trimers identified by electron tomography. The cross-linked multimers formed by the D(1-4) ectodomains are clearly caused by the presence of domain D1 because no complexes larger than dimers were formed by D(2-4) under any conditions. These multimers most likely form because of the flexibility of the ectodomains, which allows combinations of parallel, A-type interactions between Ig domains belonging to several D(1-4) ectodomains (Fig. 8) .
The multimers that were formed by D(1-4) in solution disappeared when the protein was attached to liposomes at a low protein/liposome ratio. This can be explained by a dilution of the ectodomains on the membrane surface, which will result in persistence only of the most stable dimer forms in which all four Ig domains are in register with each other. At a higher protein/liposome ratio, a significant increase in the amount of cross-linked D(1-4) A-dimers occurred. This was caused by the presence of domain D1 in the CEACAM1 ectodomain but was not a result of increased local concentration of membraneattached protein because a corresponding increase of crosslinked D(2-4) A-dimers did not occur. Instead, the enhanced A-dimer formation was most likely a function of D1-mediated, antiparallel (trans) C-dimerization because it only occurred at the higher protein/liposome ratio, which resulted in more efficient homophilic liposome adhesion. It was not simply a result of increased local concentration of CEACAM1 ectodomains in the membrane contact regions because the statistical analysis showed that the CEACAM1 clusters were at the same time rearranged to become significantly smaller. Rather, it suggests that formation of trans-C-dimers between liposomal membranes induced cis-A-dimer formation by an allosteric mechanism transmitted by Ig domain D1, which is in agreement with the tomographic results that showed an increased abundance of dimeric clusters in the liposomal bridges.
The present data highlight the central role of the N-terminal D1 Ig domain in the functional activity of CEACAM1. A crucial finding was that two different sites in the D1 domain could participate simultaneously in homophilic binding. It is well established that either the CFG or the ABED face can HP; GE Healthcare) and size-exclusion chromatography (Superdex 200; GE Healthcare). Protein purity was determined by SDS-PAGE and Coomassie staining (Fig. S2) .
SPR
Binding experiments were performed with a BIAcore 2000 instrument (GE Healthcare). Rat and human CEACAM1 D(1-4)-Fc and rat CEACAM1 D(2-4)-Fc were immobilized on a CM5 sensor chip by amine coupling at pH 4.0. All interaction analyses were performed at 25°C at a flow rate of 20 µl/min in 0.15 M NaCl, 10 mM Hepes (Hepes-buffered saline [HBS]), pH 7.4, and 0.005% P20 detergent supplemented with either 2 mM CaCl 2 /2 mM MgCl 2 or 3 mM EDTA. Histagged rat CEACAM1 ectodomains were injected for 3 min followed by buffer injection for 5 min. After each binding cycle, the chip surface was regenerated with two cycles of 4 M LiCl/HBS and one cycle of 0.25% P20/HBS. Corrected binding profiles (sensorgrams) for rat CEACAM1 ectodomains were obtained by subtracting the response in the reference lane (human CEACAM1-Fc) from the response in the binding lane (rat CEACAM1-Fc). Data modification including scale transformation and background subtraction was performed with the BIAevaluation program (version 3.1). Algorithms for global curve fitting to the different reaction models were written in IGOR Pro (version 6.0; WaveMetrics, Inc.). The basic equations and parameters used for mass transport calculations were described previously . Detailed descriptions of the reaction models and the equations underlying the curve fit algorithms are provided in Fig. S1 and the following paragraph. A molecular mass of 81 kD and a frictional ratio (f/f 0 ) of 1.256 were used for D(1-4)-His. Varying the frictional ratio between 1.256 and 1.43 did not result in any significant differences of the association/dissociation constants.
Solutions for analysis of homophilic binding reactions in a flow cell biosensor
To analyze the SPR-based recordings of the CEACAM1 homophilic interactions, three different reaction schemes (Fig. S1 ) were developed: (1) Formation of one class of dimers by one homophilic binding site, (2) formation of two classes of dimers (types 1 and 2) by two different homophilic binding sites, and (3) formation of two classes of dimers (types 1 and 2) and one class of trimers by two different homophilic binding sites. Formation of type 1 and type 2 dimers (A 2a and A 2b ) are defined by two sets of kinetic rate constants, k a1 /k d1 and k a2 /k d2 , respectively. All three models take into consideration that the same reactions occur in solution between the analyte molecules as between the analyte and the immobilized ligand. The models assume a mass transportlimited process based on the two compartment model (Myszka et al., 1997) with mass transport coefficients, k cx , given in units of centimeter/ second (where the subscript x = 1, 2, or 3 indicates a monomer, dimer, or trimer, respectively), and the critical height of the reaction volume, h (given in centimeters), is calculated as previously described .
In all three models, the bulk analyte is referred to as A Total (given in grams/liter). The different forms of the analyte, i.e., monomer, dimer, and trimer, are referred to as [A], [A 2 ], and [A 3 ], respectively (given in micromoles/ liter). To ease the reading of the coupled differential equations applied for numerical integration (Eqs. 1.3-1.5, 2.3-2.8, and 3.6-3.15), the brackets have been dropped, and . Under the experimental conditions (referring to a BIAcore instrument), the analyte bulk concentration is kept constant by a continuous injection at a constant flow rate. Thus, in our models, the bulk analyte forms (i.e., monomer, dimers, and trimers) are assumed to be in equilibrium.
During sample injection, the amount of unoccupied ligand, i.e., [L], decreases with time until equilibrium is reached. Thus, the concentration of free-ligand sites, [L] , at a particular moment, is given by
where [L 0 ] is the total amount of accessible surface-immobilized ligand (i.e., available binding sites) at time 0, and [AL] is the amount of complex formed at time t of analyte injection. The response signal, R, measured by the SPRbased sensor, is proportional to the amount of complex formed at the detector surface multiplied by the factor M W G, i.e., R = M W G [AL] , where M W is the molecular mass of the analyte, and G is a factor converting the concentration to R values (G = 10,000 R cm 2 /g of protein; Stenberg et al., 1991) . This allows for the rate equations to be expressed in R units. R max is defined as the theoretical maximum-binding response at surface saturation. All three models chains (Murray et al., 1995) . If this would also occur in the CEACAM1 N-terminal domains, it might be the basis for the allostery that they transmit.
Allostery has been demonstrated to occur in other CAMs such as selectins (Springer, 2009; Waldron and Springer, 2009) and integrins (Xiao et al., 2004) . Integrin allostery, which is important for bidirectional transmembrane signaling, is transmitted through the extracellular heterodimeric domains and is coupled to alteration of the intermolecular distance between the cytoplasmic domains of the  and  chains (Kim et al., 2003; Xiao et al., 2004) . Because of the heterodimeric nature of integrins, the allostery can operate at the single molecule level. This is in contrast to the single chain molecule CEACAM1, for which the proposed allosteric changes instead cause alterations of the dimer/oligomer assembly.
Adhesion-induced, altered lateral organization of CEACAM1 in the adhesion bridges, manifested as increased parallel dimer formation and smaller clusters, has important implications for the transmembrane signaling by CEACAM1 and suggests a mechanism for how homophilic CEACAM1-mediated cell-cell adhesion can influence intracellular signaling. The altered organization of the ectodomains would be transmitted via the transmembrane domains, resulting in a corresponding alteration of the intermolecular organization of the cytoplasmic domains (Fig. 8) . This might in turn influence binding/activation of SH2 domain-carrying enzymes, such as c-Src, SHP-1, and SHP-2, to the tyrosine-phosphorylated cytoplasmic domains of CEACAM1-L, causing a shift in the balance of kinase/phosphatase activation. In the accompanying paper (Müller et al., 2009) , we demonstrate that such a mechanism involving adhesion-influenced dynamic changes of CEACAM1 microcluster organization indeed exists in epithelial cells.
Materials and methods
Cloning and expression of Fc-and His-tagged proteins For the rat and human D(1-4)-Fc constructs, rat and human CEACAM1 ectodomains (GenBank accession no. J04963 and X16354) and human IgG Fc (GenBank accession no. BC014258) were amplified (rat CEACAM1, 5-AAGCTTTAGCAGGCAGCAGAGACTATGG-3 and 5-GAATTCA-GAATTTCCTTGTGTTGGATCAGG-3; human CEACAM1, 5-AAGCTTAC-CATGGGGCACCTCTCAGCC-3 and 5-GAATTCAGGTGAGAGGC-CATTTTCTTG-3; and human Fc, 5-GAATTCATGGCACCTGAACTCCT-GGGGGGACC-3 and 5-CTCGAGTCATTTACCCGGAGACAGGGAGA-GGC-3) and ligated sequentially into the HindIII-EcoRI-XhoI sites of pcDNA3.1(+) (Invitrogen). For the rat D(1-4)-His construct, the BsrGI-AgeI cassette of pcDest 40 V5-His (Invitrogen) was replaced with a duplex encoding the TEV protease cleavage site (annealed 5-GTACAAAGCTTAAG-GATCCCGGGCAGCTGGAGAATCTTTATTTTCAGGGCA-3 and 5-CCGGT-GCCCTGAAAATAAAGATTCTCCAGCTGCCCGGGATCCTTAAGCTTT-3). In the resulting vector, the amplified rat CEACAM1 ectodomain (5-AGCTG-GCTAGTTAAGCTATCAACAAGTTTGTAGCCACCATGGAGCTAGCCTCG-GCT-3 and 5-TGATGATGACCGGTGCCCTGAAAATAAAGATTCTCGC-CAGAATTTCCTTGTGTTGG-3) was inserted by homologous recombination. To obtain rat D(2-4)-His, the rat D(1-4)-His vector was amplified (Phusion polymerase; Finnzymes; 5-GGTGACTTGGGCAGTGGT-3 and 5-GCAT-TACAAAAGCCCAACGTC-3, omitting the D1 domain) and self-ligated. Correct sequences and reading frames were verified by sequencing. Recombinant plasmids were transfected into HEK 293 cells, and the respective proteins were allowed to accumulate in serum-free Pro293s-CDM medium (BioWhittaker). Fc fusion proteins were purified by protein A-Sepharose affinity chromatography (HiTrap Protein A HP; GE Healthcare), and Histagged proteins were purified by Ni-NTA affinity chromatography (HisTrap dimer forms for a given A Total , the curve-fit model is composed of the following six coupled differential equations, applied for numerical integration (surface-bound type 1 and type 2 dimers are indicated with R AL and R LA , respectively):
, and
(2.8) (3.1)
In this case, addition of the trimer term does not require additional fit parameters. At equilibrium, it holds that Recalling Eq. 3.1, the total amount of analyte is composed of monomer, dimer, and trimer forms (i.e., A Total in grams/liter). It is beneficial to express these forms with simple functions of the monomer [A] combined with rate constants to provide the minimal amount of variables. We define M W as the molecular mass of the monomer and place it with the proper multiplication terms, i.e., times three for a trimer and times two for the dimers, together with Eqs. 3.2-3.4 into Eq. 3.1 to give 
, assume a low ligand density and do not account for interactions or bridge formations between ligand units. The models were programmed in IGOR Pro (version 6.03A2) and were applied together with the IGOR Pro Global Fit Procedure based on a nonlinear least-square method using the Levenberg-Marquard algorithm (Press et al., 1999) . For numerical integration, we applied the IGOR Pro algorithm based on a fifth order Runge-Kutta-Fehlberg method (Press et al., 1999) . (1.1) For simplicity, this quadratic equation can be rearranged to the classical form x (1.2)
In addition to Eq. 1.2 and the relation [A 2 ] = [A] 2 /K D , which provide the bulk concentrations of the monomer and dimer forms for a given A Total , the curve-fit model is composed of the following coupled differential equations, applied for numerical integration: 
(1.5)
2. Formation of two classes of dimers (types 1 and 2) by two different homophilic binding sites. By the introduction of a second binding site in the monomer, two more variables, k a2 and k d2 , need to be accounted for. At all conditions, it holds for the analyte (given in grams/liter) that . The colloidal gold markers were used for alignment of the projections of the tilt series. The average alignment error was <8 Å (1.5 pixels). The tilt series
, and
Of the three solutions to the cubic equation, two involve complex numbers, and therefore, with regard to our model, have no physical relevance. The third one is a real number solution, which is relevant for addressing the monomer concentration in the sample (i.e., analyte), yielding However, this solution is rather fragile if applied on a real number format to curve-fit algorithms because of somewhat complicated variable compositions within the root terms. For this reason, subfunctions for these terms are better defined as complex number functions when applied together with such algorithms.
One additional complication arises in the curve-fit routine for the trimer model based on the fact that, in contrast to a single form of a trimer in solution, the surface-bound trimers cannot be treated as equal. Because one of the three components belonging to the trimer will be the immobilized ligand, an asymmetry is introduced. Because of different responses for the association or dissociation of monomers versus dimers to a surface-bound ligand, together with different interaction rates for the two types of binding sites involved, the model has to account for two types of dimers and three types of trimers contributing to the SPR-based signal. These ligand complexes are distinguished as R AL , R LA , R AAL , R LAA , and R ALA (Fig. S1) were analyzed by SDS-PAGE under reducing conditions, and Western blotting was performed with rat CEACAM1-specific Mab Be9.2 (Becker et al., 1986) or Pab CC16 (Singer et al., 2000) to detect D(1-4)-His and D(2-4)-His, respectively. Protein detection on Western blots using nitrocellulose membrane (Schleicher & Schüll) was performed using SuperSignal West Pico Chemiluminescent Substrate (Thermo Fisher Scientific). Chemiluminescence was detected using a digital system (LAS-1000; Fujifilm). Quantification was performed using Image Gauge software (Fujifilm). Images were imported into Photoshop (Adobe) for processing.
Online supplemental material Fig. S1 shows different reaction schemes for homophilic binding interactions in a BIAcore flow cell. Fig. S2 shows Coomassie brilliant blue-stained SDS-PAGE of purified recombinant CEACAM1 ectodomains used in this study. Video 1 shows 3D views of the D(1-4)-His molecules analyzed by molecular tomography displayed in Fig. 4 (A-H) . Video 2 shows 3D views of the proteoliposomes analyzed by molecular tomography displayed in 
